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Abstract  
The study of the biocompability of the metallic materials is a priority treating to avoid the osteolysis and aseptic 
loosening of prosthesis. Wear debris is considered one of the main factors responsible for aseptic loosening of 
orthopedic endoprostheses. We examined the response of mouse osteoblasts MC3T3-E1 to high carbon 
cobalt-chrome (HCCoCr) particles obtained a) from wear-corrosion assays on a pin-on-disk tribometer using as 
pair an alumina ball and a disc of a HCCoCr alloy, and b) HCCoCr bulk particles obtained by nitrogen gas 
atomization from an alloy used in clinic for prostheses application. Mitochondrial activity and lactate 
dehydrogenase activity assayed in 2D and 3D osteoblasts cell culture models were used to evaluate the cellular 
response to size, shape, and chemical composition of the metallic particles. 2D cell model was used to study the 
direct interaction of cells with particles and 3D cell cultures was used to more closely mimic in vivo conditions. 
The results showed that vimentin was overexpressed in the 2D osteoblasts cultures in presence of metal particles. 
This might be related to the appearance of pseudotumor in the peri-prosthetic vicinity described in some 
implanted patients.  
Keywords: CoCr, wear particles, biocompatibility, 3D and 2D osteoblasts cell culture, Metal-on-Metal 
1. Introduction  
In recent years total hip replacement with loss of function has become an important concern in human health 
(Knight, Aujla, & Biswas, 2011; Holzwarth & Cotogno, 2012). According to the Agency for Healthcare 
Research and Quality more than 285000 total hip arthroplasties (THA) are performed each year in the United 
States (Bitar & Parvizi, 2015). Based on number of THA performed per 100.000 citizens, Germany is on the top 
on the list (296 THA/100.000), followed by Switzerland (287/100.000) and Belgium (240/100.000) (Bitar & 
Parvizi, 2015). This number reaches a 184 and 194 THA per each 100.000 people in United States and United 
Kingdom, respectively (Bitar & Parvizi, 2015). The number of THA performed in the industrialized countries is 
increasing not only because of a more physically active elderly population but also due to a young population 
with an active life style that suffer from incapacitating joint diseases (Holzwarth & Cotogno, 2012).  
The most prevalent clinical substitution for THA is given by use of metal-on-polyethylene joint replacement that 
has shown good, cost-effective and predictable results for decades (Knight, Aujla, & Biswas, 2011). However, 
excessive wear of polyethylene produced by the mobile articulating bearing causes the production of particles 
believed to be the major cause of progressive bone loss or osteolysis (Jacobs et al., 2001) and subsequent 
loosening of prosthesis due to the mechanical instability of the prosthetic components (Doorn, Campbell, & 
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Amstutz, 1996). This problem has strongly driven the use of other alternative material combinations such as 
metal-on-ceramics or metal-on-metal (MoM) to improve the wear resistance in joint prosthesis (Bitar & Parvizi, 
2015). The risks of fracture associated with the use ceramic bearing have motivated the interest in MoM bearings 
(Bitar & Parvizi, 2015). Cobalt-chrome alloys (CoCr) are commonly used for the MoM hip joints due to their 
substantially low corrosion and wear rates (Silva, Heisel, & Schmalzried, 2005; Yan, Neville, Dowson, & 
Williams, 2006; Yan, Neville, & Dowson, 2007). Their excellent corrosion resistance relies on the formation of 
very stable, continuous, highly adherent and protective passive film on the metallic surface (Milosev, 2012). This 
passive film prevents degradation of the alloys as is one of the kinetic barriers preventing implant corrosion 
(Arnholt et al., 2016). However, due to wear, electrochemical dissolution, or a combination of the 2 processes, 
micro and nanometric sizes wear particles are still produced and metallic ions are released from the prosthesis of 
the implanted patients (Billi et al., 2009; Hosman et al., 2010; Arnholt et al., 2016). Catelas et al. (2003) have 
reported the necessity to carry out in vitro studies of the effects of these wear particles rather than the effect of 
CoCrMo particles on tissue response. In our aim, to get a better understanding of CoCr alloys as biomaterial for 
MoM applications and reach a better comprehension of the interaction of metallic particles with cells in contact 
with the implant prosthesis, cellular and biochemical studies have been carried out in mouse osteoblasts 
MC3T3-E1. To accomplish these goals, a comparative study was done using as control bulk particles obtained 
from Sandvick Bioline F1537 used in clinic as alloy for prostheses application, as hip, knee, and shoulder as is 
claimed by Sandvick in the Bioline F1537 material datasheet, and wear particles from a HCCoCr alloy obtained 
from pin-on-disc corrosion wear test as a method selected to generate material wear particles.  
The effects of particles described above on osteoblasts cell response were assessed by 2D and 3D cell cultures. 
The 2D assay provides mainly information about the events that takes place at the cell-particle interface (Arnholt 
et al., 2016) and the 3D cell culture is a model considered close to tissue architecture where multiple interactions 
between cell-cell and cell-extracellular matrix take place, and diffusion and substances transports mechanisms 
play an important role (Lee et al., 2009). Additionally, 3D cell cultures also create a cellular environment that 
promotes cellular differentiation and tissues organization that does not occur in 2D cell cultures (Huh, Hamilton, 
& Ingber, 2011). 
Differences in size, shape and surface chemistry between bulk and wear CoCr particles considered in this study 
could account for significant changes on osteoblasts cell response, i.e. in biocompatibility, degree of damage of 
the plasma membrane as well as in vimentin expression. Vimentin, a 57kDa type III intermediate filament 
protein responsible for architecture of cytoplasm, is implicated in inflammatory response and its over-expression 
has been involved in tumor processes (Mitra, 2014; Satelli & Li, 2011). The results obtained in the present work 
support the hypothesis that the chemical composition of wear particles from the CoCr alloys, mainly produced 
by disruption of the passivation layer rich in metallic oxides, their snowflake shape together with higher 
proportion of smaller size particles compared to HCCoCr bulk particles, could be the cause of the overexpression 
of vimentin. The overexpression of this protein detected in the presence of wear particles was discussed in this 
study and its relation with the formation of granulomatous pseudotumors described in some MoM THA (Satelli 
& Li, 2011; Hart et al., 2012).  
2. Materials and Methods 
2.1 CoCr Metallic Particles 
Metallic wear particles were obtained from wear-corrosion assays carried out in pin-on-disk micro-test 
equipment with an integrated homemade electrochemical cell (3-electrode cell). A disc of 38 mm diameter and 4 
mm thickness of a high carbon CoCr alloy (hereafter HCCoCr) and an alumina ball of 6 mm diameter were used 
as disk and counterpart or pin, respectively. The elemental composition of HCCoCr alloy, in agreement to the 
ASTM F75 standard, was as followed: Cr: 29.4 %; Mo: 6.4 %; Mn: 0.7 %; Si: 0.7%; C: 0.22 %; N: 0.16 %; Fe: 
0.16 %; Ni: 0.1 %; Al: 0.01 %; W: 0.03%; P: 0.001 %; S: 0.004 %; y Co: 62.115 %. “Double heat-treated” 
HCCoCr alloy disks, i.e. solution treatment (ST) followed by hot isostatically pressing (HIP), were obtained 
from Biomet. The sample preparation consisted of grinding on SiC paper, followed by mechanical polishing with 
3µm diamond paste. Before wear-corrosion tests, the HCCoCr discs and alumina ball were washed with double 
distilled water and then cleaned in an ultrasonic ethanol bath for 10 min. The alumina ball was placed in a pin 
plastic holder and fixed on the load cell. After mounting the HCCoCr disc and the counterpart in the tribometer, 
a 0.9 % sodium chloride solution was poured into the electrochemical cell and temperature was set and 
maintained during the assay at 37±1 °C. Low normal load of 5N was applied on the counterpart. The frictional 
force was measured by means of a piezo-electric force transducer. A rotating motor at a rotation rate of 120 rpm 
provided the working electrode motion. When rotation was applied, the end of the alumina ball drew wear track 
(10 mm in diameter) on the HCCoCr surface. The wear-corrosion assays were analyzed after 106 cycles, 
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simulating the wear produced by a person walking for 1 year (Pourzal et al., 2011). Particles produced under 
wear-corrosion of HCCoCr/alumina couple were collected in the electrochemical cell. This type of set-up 
designed for wear-corrosion tests under electrochemical control, as is described in the studies of wear–corrosion 
processes (Leandre Casabán & Igual Muñoz, 2011; Figueiredo-Pina, Matos Neves, & Bandarra das Neves, 
2011).  
In addition, the influence of HCCoCr bulk particles on biocompatibility was also studied considering two 
different objectives: to be used as control material and as an attempt to study those cases where the wear 
produced is able to detach material from the core of the alloy. HCCoCr bulk particles obtained by nitrogen gas 
atomization, were kindly supplied as a dry black powder by Sandvick (Osprey Ltd England) from Sandvick 
Bioline F1537. The elemental composition of HCCoCr bulk particles was as follows: Cr: 28.6 %; Mo: 6.4 %; 
Mn: 0.93 %; Si: 0.66 %; C 0.25 %; N 0.20 %; Fe: 0.093; Ni: 0.069 %; Al: 0.010 %; W: 0.010%; P: 0.009 %; S: 
0.003 %; B: 0.001 % y Co: 62.765 %.  
Tribometer test and the bulk particles dispersed in distilled water were rotated end-over-end at 28 rpm for 24 
hours at room temperature to evenly disperse the particles in solution. Finally, an aliquot of these solutions was 
sonicated several consecutives times for one minute immediately before size particles characterization was 
performed. 
2.2 Granulometry and Morphology of Metallic Particles 
Granulometric analysis of metallic particles obtained in the tribometer assays (wear particles) and by nitrogen 
gas atomization (bulk particles) was evaluated by laser diffraction using the mastersizer 3000 particle size 
analyzer. 
The morphology of metallic particles was studied with a field emission scanning electron microscope (FE-SEM) 
(Supra VP-40; Zeiss, Peabody, MA) at a voltage of 15 kV and chemically analyzed by means of 
Energy-dispersive spectroscopy (EDS) analysis (Thermo Ultradry feature sizing system; Thermo Electron 
Scientific Instruments, Madison, WI). In order to do this, metallic particles were first deposited by the protocol 
developed by Billi et al. for recovering metallic particles (Billi et al., 2012). This is a procedure that allows 
removing organic and inorganic impurities from metallic particles dispersed in liquid media based on density 
gradient centrifugation. Therefore, during centrifugation and according to the protocol, particles were passed 
through the layer of wash solution and the metal-selective high-density layer. This leads to well-dispersed 
particles deposited onto a 5 mm x 5 mm featureless display silicon wafer (Ted Pella, Inc, Redding, CA, USA) 
coated with a monolayer of marine mussel glue (Cell-TakTM; BD Biosciences, San Jose, CA, USA). The silicon 
wafer was then coated with 10Å iridium.  
2.3 Particles Handling for Cell Culture Assays 
Particles were weighted, UV sterilized and resuspended in sterile bi-distillated water and maintained in aliquots 
at -20 ºC until use. Just before using them, particles were thawed and vigorously mixed with a vortex and 
resuspended and diluted in Dulbecco´s Modified Eagle Medium (DMEM 41966; Gibco, BRL) supplemented 
with 10% heat-inactivated fetal bovine serum (FBS; Gibco, BRL) and with a mixture of antibiotics (penicillin at 
100 units/ml and streptomycin at 100 μg/ml, Gibco, BRL), named as complete cell culture medium, at a 
concentration of 20 mg/ml, that was used as stock solutions for preparing the particles concentration tested in 
different cell assays. Vigorous vortex was needed in all experimental steps that required particles manipulation 
to assure in each sample a polydisperse distribution of particles.  
2.4 Cell Line  
Osteoblasts MC3T3-E1 mouse cell line was obtained from DSMZ Human and Animal Cell Bank and was 
selected for better represent the cellular context where the osteoarticular prosthesis is implanted. MC3T3-E1 is a 
murine cell line from the calvaria used as a bone cell model (Quarles et al., 1992). Osteoblasts cell line was 
cultured in Dulbecco´s Modified Eagle Medium (DMEM 41966; Gibco, BRL) supplemented with 10% 
heat-inactivated fetal bovine serum (FBS; Gibco, BRL) and with a mixture of antibiotics (penicillin at 100 
units/ml and streptomycin at 100 μg/ml, Gibco, BRL) and cells were used for culture assays between pass 4 and 
15.  
2.5 Osteoblasts 2D Cell Culture Assays 
To evaluate the effect of HCCoCr particles on cell cultures, MC3T3-E1 cells were seeded on a 96-well culture 
plates at a cell density of 2x105 cells/ml. In all cell cultures assays, a final volume of 100 μl of cells suspension 
in complete cell culture medium was added to each well. After 24 hours in culture, cell media were removed and 
renewed by 100 μl of a freshly solution of complete cell culture medium containing the following concentrations 
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of HCCoCr particles: 0, 0.5, 1 and 2 mg/ml. Cell cultures were maintained for 72 hours in a cell culture chamber 
at 37ºC and 5 % CO2. Incubation time was selected based on the set-up of cell cultures assays for metallic 
particles studies carried out in the lab. 
2.6 Osteoblasts 3D Cell Culture Assays 
For 3D cell culture, CellCeram scaffdex ceramic scaffolds were used (Ref.- Scaffdex CM0002–4.5 mm diameter, 
Finland). CellCeram scaffolds are made of bioabsorbable hydroxyapatite and β-tricalciumphosphate containing 
60% hydroxyapatite and 40% β-tricalcium phosphate, a composition and structure similar to bone. CellCeram 
has a foam structure with average porosity of 83%. Average pore size is 200-400 μm with overall range of 
100-800 μm. It also contains some microporosity and interconnected pores. CellCeram scaffolds of 4.5 mm 
diameter were placed on a 96-well cell culture plates and wetted with 100 μl cell culture medium for 24 hours. 
Thereafter, cell culture medium was aspirated and cells at a density of 2x105 cells/ml in complete cell culture 
medium were seeded on scaffolds and maintained in culture for 24 hours before exposition to HCCoCr particles. 
The effect on cell response of different doses of HCCoCr particles (0, 0.5, 1 and 2 mg/ml) was evaluated on 3D 
osteoblasts cell cultures after 72 hours.  
Scaffolds cryosem images were taken at the electronic microscopy facility at The Instituto de Ciencias Agrarias 
(ICA-CSIC) in a scanning electron microscope Zeiss DSM 960, equipped with an energy dispersive X-ray 
microanalysis Link ISIS Oxford and a backscattered electron detector with four diodes from KE Developments. 
The scanning microscope was equipped with a system for preparation and observation of frozen samples, 
Cryotrans CT-1500 Oxford. This equipment allows the observation of cellular structures and the water present in 
the samples. This procedure avoids the drying or dehydration processes in biological samples that are hydrated in 
its natural state that allow the observation of the sample as it is at the specific experimental time. 
2.7 Osteoblasts Mitochondrial Activity Measurement 
To evaluate the effect of the HCCoCr particles on mitochondrial activity of cell cultures exposed to the different 
particles concentrations, the reduction of the WST-1 reagent 
(4-[3-4-iodophenyl)-2-(4-nitro-phenyl)-2H-5-tetrazolio]-1,3-benzene disulfonate (Roche Diagnostics GmbH, 
Mannheim, Germany)) was measured. The mitochondrial activity measurement is directly proportional to the 
number of metabolically active cells in culture. After 72 hours, 10 μl of the cell proliferation kit reagent WST-1 
was added to each well containing 100 μl of fresh cell culture medium, and the mixture was incubated inside the 
cell culture incubator. After incubation, 100 μl of each reaction mixture was transferred to a 96-well cell plate, 
and the absorbance of the samples was measured as differential absorbance, 415 nm minus 655 nm, in an iMark 
microplate absorbance reader (Bio-Rad, CA, USA), using as a blank the absorbance given by complete cell 
culture medium. All experiments were carried out in triplicate.  
2.8 Osteoblasts Measurement of Lactate Dehydrogenase Activity  
To evaluate and quantify the effect of HCCoCr particles on cell death and cell lysis, lactate dehydrogenase (LDH) 
activity was measured in the supernatants of cell cultures by an enzymatic assay using the Cytotoxicity Detection 
Kitplus (Roche Diagnostics GmbH, Mannheim, Germany). Supernatants were collected from cell culture after 
being exposed for 72 hours to the different HCCoCr particles concentrations and were centrifuged for 5 minutes 
at 1024g. The enzymatic assays were performed according to the LDH kit protocol provided by Roche 
Diagnostics. Complete cell culture medium was used as a control for absorbance base line. LDH activity was 
measured based on differential absorbance, 490 nm minus 655 nm, in an iMark microplate absorbance reader 
(Bio-Rad, CA, USA). LDH catalyzes the conversion of lactate to pyruvate, reducing NAD+ to NADH/H+, which 
is used by the catalyst to reduce a tetrazolium salt to a formazan salt, which is responsible for the change in 
absorbance at 490 nm. Quantification of LDH activity is used as an indicator of plasma membrane damage, as is 
a stable cytoplasmic enzyme that is present in all cells and is rapidly release into the cell culture supernatant 
when the plasma is damage and is used as a sign of cell death. All experiments were carried out in triplicate.  
2.9 Detection of Vimentin by Confocal Microscopy in MC3T3-E1 Osteoblasts Cell Cultures 
MC3T3-E1 osteoblasts were seeded on sterile glass cover slips in a volume of 1ml of complete cell culture 
medium on a 12-well culture plates at a cell density of 2x105 cells/ml. After 24 hours, the medium was changed 
and 1 ml of fresh complete medium solution containing HCCoCr particles was added at the following 
concentrations: 0, 0.5, 1 and 2 mg/ml. After 72 hours in culture vimentin immunodetection assays were 
performed. Cells were fixed with cool methanol and incubated with 2% Fetal Bovine Serum in Phosphate Buffer 
Saline (FBS-PBS) to block nonspecific binding of the primary antibody. A 1:1000 dilution of anti-vimentin 
antibody (mouse monoclonal anti-mouse; Cat. No. V5255; Sigma-Aldrich, St. Louis, MO, USA) in 2% 
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FBS-PBS was used as primary antibody and incubation was lasted for 1 hour at room temperature. After three 5 
minutes wash-steps with PBS, a 1:400 dilution of Alexa-Fluor 488 dye anti-mouse (Cat. No. A11001; Molecular 
Probes) in a solution of 2% FBS-PBS was used as secondary antibody and incubation was lasted for 1 hour at 
room temperature in darkness. Afterwards, Hoechst 33258 reagent (Sigma-Aldrich, St. Louis, MO, USA), a dye 
that binds to DNA (Doyle, Griffiths, & Newell, 1995), was added for cell nuclei staining by incubation with 2 
μg/ml Hoechst in PBS for 10 minutes at room temperature in darkness followed by three 5 minutes wash-steps 
with PBS. Afterwards, PBS was removed and 1 ml of sterilized distillated water was added and glass cover slips 
were carefully mounted in slides adding 7 μl of Mowiol mounting medium (4-88 Calbiochem). After staining, 
cells fluorescence was examined by a LEICA SP5 in a Confocal Scanning Microscopy equipped with a 63X 
objective (Confocal CIB facility). The fluorescence of Alexa-Fluor 488 dye was excited at 488 nm and measured 
between 500-548 nm and visualized as confocal microscopy images as green fluorescence. Hoechst 33258 
fluorescence was excited at 405 nm and measured between 415-485 nm and was visualized in confocal 
microscopy images as blue fluorescence. 
3. Results 
3.1 Particles Analysis  
A detail of the shape of wear and bulk particles is observed by scanning electron microscopy in Figure 1. 
Metallic particles obtained from both experimental procedures, wear assays and gas atomization, showed 
differences in shape. Wear particles (Figure 1a) showed an irregular shape with a rough contour that gives the 
appearance of snowflake to particles. Heterogeneity in particle size as aggregates with different dimensions was 




Figure 1. SEM images showing metallic particle morphologies: a) wear particles obtained from the tribometer 
assay and b) bulk particles obtained by gas atomization 
 
Particle size seemed to be dependent on the method used to obtain them, as smaller particle size was sighted in 
the wear sample. Particle size distribution was further quantitatively analyzed by granulometric analysis as 
previously described in the Materials and Methods section. Granulometric analysis of both samples showed 
particles that ranged from above >0.25 μm up to >10 μm (Figure 2). It is particularly remarkable the differences 
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in particles size distribution between the two samples as an homogeneous size distribution was observed in the 
case of the bulk particle samples. Particles in the 0.5 μm to 2.5 μm size range represented 90.9 % of the bulk 
particle samples but only 52.8% of the wear particle samples. No particles of 0.25 μm or smaller were observed 
in both type of samples and no particles >5 μm were detected in the bulk particles samples. 
 
Figure 2. Granulometric analysis of metallic particles. Blue bars: wear particles and Red bars: bulk particles. 
 
In order to carry out a comparative analysis between samples, granulometric results were divided as 
follow: >0.25 to 1 μm; >1 to 2.5 μm; >2.5 to 5 μm and >5 to >10 μm. The analysis of the data, shown in Table 1, 
revealed the following results: the >0.25 to 1 μm category represented a 30.0 % in wear particles sample versus 
an 18.1 % in the bulk particles sample; the >1 to 2.5 μm group represented a 28.0 % in wear particles sample 
versus to a 73.5 % in the bulk particles sample; the >2.5 to 5 μm group represented a 26.9 % in wear particles 
sample versus to a 8.4 % the bulk particles sample and finally the >5 to >10 μm group represented a 15.1 % 
wear particles sample versus undetected particles in the bulk particles sample.  
 
Table 1. Particles Size distribution in the wear and bulk HCCoCr particles samples. 
Categories groups: Particles size Wear particles Bulk Particles
>0.25 to 1 μm 30.0 % 18.1 % 
>1 to 2.5 μm 28.0 % 73.5 % 
>2.5 to 5 μm 26.9 % 8.4 % 
>5 to >10 μm 15.1 % _ 
 
3.2 Metallic Particles in MC3T3-E1 Osteoblasts Cell Cultures 
MC3T3-E1 osteoblasts were cultured in presence of different particles concentrations. As an example, Figure 3 
shows the invertoscopy images of osteoblast MC3T3-E1 cell cultures in absence of particles (control) in 
presence of wear particles (central panel) and in presence of bulk particles (right panel). Wear and bulk particles 
are localized inside the cells where they are stored. As can be observed in this figure, some osteoblastic cells 
accumulated a considerable amount of particles that end up occupying half of the cell volume. The presence of 
particles inside the osteoblasts confirmed the suitability of the cell response model to gain knowledge on the 
cellular events that takes place at the cell-particle interface and in the surrounding of the prosthesis implanted. 
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Figure 3. Invertoscopy images of osteoblasts MC3T3-E1 cell cultures. Osteoblasts were cultured in absence of 
particles (control), in presence of wear particles (2 mg/ml) and in presence of bulk particles (1 mg/ml) 
 
3.3 Effect of Wear and Bulk Particles on the Mitochondrial Respiratory of MC3T3-E1 Osteoblasts: 2D and 3D 
Cell Cultures  
The effect of HCCoCr particles on the mitochondrial activity was evaluated by measuring the reduction of the 
WST-1 reagent (Figure 4). 2D MC3T3-E1 osteoblasts cell cultures were exposed for 72 hours to different doses 
of wear and bulk particles at the following concentrations: 0, 0.5, 1 and 2 mg/ml. The exposure of osteoblast cell 
culture to wear particles (Figure 4, left panel) produced an increase in the mitochondrial respiratory activity that 
was dose-dependent on the particles used. A concentration of 2 mg/ml of wear particles produced an increase of 
almost 4 folds over the control assay, where cells were no exposed to any particles (Figure 4, left panel). This 
increase in the respiratory activity produced by the exposure to wear particles could be related to a response of 
oxidative stress produced by the cells due to the exposure to some metallic alloys (Lozano et al., 2013). In the 
case of bulk particles (Figure 4, right panel) a comparable increase in the respiratory activity was also observed. 
Although this increase seems to be also particle dose-dependent, a diminution was observed when cells were 
exposed to the highest concentration. As the mitochondrial respiratory activity value is directly proportional to 
the number of metabolically active cells in culture, this result could indicate a toxic effect of the bulk particles at 
this concentration. 
To get a better knowledge of cell response to HCCoCr particles, a 3D cell culture model of osteoblasts assays 
was carried out on scaffolds. This cellular model is considered close to tissue architecture (Lee et al., 2009) being 
suitable to mimic nearly the physiological conditions of bone cells when come in contact with the prosthetic 
wear debris.  
3D osteoblasts cell cultures were carried out on CellCeram scaffolds, a material that was selected due to the fact 
that presents a composition and a structure similar to bone. Figure 5 shows a cryosem image of a scaffold (panel 
A) where is remarkable the porosity that presents this material.  
The incubation of scaffolds with particles containing solutions showed the presence of HCCoCr bulk particles 
inside the pores of the foam scaffold structure, as can be seen in the cryosem images of Figure 5 panel B. 
Osteoblastic cells added to CellCeram scaffolds revealed the presence of cells attached on the scaffold surface. 
Osteoblasts show a morphology that is representative of this cell line, with an elongated shape and extended 
filopodia responsible for cells attachment to the scaffold (Figure 5 panels C and D). The results here presented 
make MC3T3-E1 3D cell culture assay a suitable model for understanding the effect of particles on osteoblast 
cell response, not only at the interface as happens in the 2D cell model, but when additionally these cells are 
located in an environment that represent more closely the physiological conditions that appear in the implanted 
prosthesis. Using this 3D cell culture model, the effect of the metallic particles on osteoblasts respiratory 
mitochondrial activity were evaluated (Figure 6) and a comparative study between these results and the data 
obtained in the 2D cell cultures was carried out for the different dose of particles. 
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Figure 4. Mitochondrial respiratory activity of 2D osteoblasts MC3T3-E1 cell cultures. Osteoblasts were 
exposed for 72 hours to different concentrations of wear and bulk particles (0, 0.5, 1 and 2 mg/ml).  
 
 
Figure 5. Cryosem images of 3D osteoblasts MC3T3-E1 cell cultures in CellCeram scaffolds. Panel A: scaffold 
in the absence of cells and particles used as control for 3D osteoblasts cell cultures (scale bar: 1 mm); Panel B: 
scaffold incubated with bulk particles. Particles with round shape appear inside scaffold labeled with a black 
arrow (scale bar: 20 μm); Panel C: osteoblasts MC3T3-E1 cells cultured on scaffolds in presence of 0.5 mg/ml of 
bulk particles (scale bar: 50 μm). Extended cells´ filopodia are observed on scaffold surface; Panel D: detail of 
osteoblasts cell cultured on scaffold in presence of 0.5 mg/ml of bulk particles (scale bar: 20 μm) 
 
 
Figure 6. Mitochondrial respiratory activity of 3D of osteoblasts MC3T3-E1 cell cultures. Osteoblasts cultured 
on 3D scaffolds (SC) were exposed for 72 hours to different concentrations of wear and bulk particles (0, 0.5, 1 
and 2 mg/ml). Bar labeled as “Cel” corresponds to mitochondrial respiratory activity of 2D osteoblasts cell 
cultures in the absence of particles 
 
As can be observed in Figure 6, the scaffold by itself produces a slight increase in the respiratory mitochondrial 
activity of the osteoblasts cells that could be interpreted as a minor stress response that could occur as a 
consequence of attachment of cells to the scaffold. In this 3D model, the presence of wear particles produced a 
slight increase in the respiratory activity that, at difference of the 2D cell cultures results (Figure 4), does not 
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seem a dose-dependent response. In this 3D cell assays, a concentration of 0.5 mg/ml of wear particles is 
sufficient to elicit the highest increase in the respiratory activity (almost 2 folds) over the control. This data 
contrasts with the results obtained in 2D cell cultures, where the enhancement in the respiratory activity reach 
almost a 4 folds for cells incubated at higher concentration of particles (2 mg/ml wear particles) (Figure 4).  
The exposure of 3D osteoblasts cultures to bulk particles (Figure 6 right) showed a little effect on the respiratory 
activity. At a particles concentration of 1 mg/ml the respiratory activity was 1.4 folds higher than the control 
value, an increase that was only half of the one observed in the 2D cell culture assay. Concentrations of 2 mg/ml 
of bulk particles in this 3D cell culture model produced a decrease in the respiratory activity, as observed before 
for 2D cell cultures, indicating once again a certain toxicity of this concentration. 
3.4 Effect of Wear and Bulk Particles on Plasma Membrane of MC3T3-E1 Osteoblasts: 2D and 3D Cell 
Cultures  
To evaluate and quantify the effect of HCCoCr particles on cell death and cell lysis of osteoblasts cell culture, 
lactate dehydrogenase (LDH) activity was measured in the supernatants as an indicator of plasma membrane 
damage.  
Figure 7 represents the LDH activity in the supernatants of 2D osteoblasts cell cultures that have been exposed to 
different doses of wear and bulk particles for 72 hours. The exposure of osteoblasts cells to wear and bulk 
particles produced an increase in LDH activity. The increase in LDH activity seems to be particles 
dose-dependent in both samples analyzed. A particle concentration of 1 mg/ml of particles produced the highest 
LDH increase over the control activity, that reached an increment of 2.2 folds in the case of wear particles and 
2.5 folds for bulk particles. No further stimuli in the LDH activity was observed at concentration of 2 mg/ml 
with either particles preparation.  
LDH activity was also measured in the supernatants of 3D osteoblasts cultures exposed for 72 hours to different 
concentrations of HCCoCr particles. Figure 8 shows a clear increase in the LDH activity due to the presence of 
the scaffold. In addition to the effect of the scaffold, the exposure of osteoblasts cells to wear and bulk particles 
produced an enhancement in the LDH activity in a dose-dependent manner in the range of concentrations 
analyzed. This increase is more evident in the case of the wear particles than in bulk particles, where above 0.5 
mg/ml no increase in LDH activity was observed.  
3.5 Effect of Wear and Bulk Particles on Vimentin Expression in 2D MC3T3-E1 Osteoblasts Culture  
With the aim to study the influence of HCCoCr particles on osteoblasts cytoskeleton, the expression of vimentin 
was evaluated in 2D cell cultures in presence of different concentrations of particles after 72-hours exposure. 
Figure 9 shows the confocal images of osteoblast cell cultures, where cell nuclei, stained with Hoechst reagent, 
appear as blue fluorescence, and vimentin as green fluorescence.  
As it is shown in Figure 9, exposure of osteoblast cells to HCCoCr particles induced changes in the expression 
pattern of vimentin. Incubation of osteoblast cell cultures with 1mg/ml of both particles samples produced an 
increased in vimentin levels, that was evident in the case of wear particle samples but limited for bulk particle 
samples (Figure 9 panels B). Nevertheless, higher concentrations of both particles (2 mg/ml) produced a 
reduction in vimentin expression, as confirmed by the attenuation in the fluorescence signal (Figure 9 panels C) 
compared to the increase observed at lower concentration of particles (1mg/ml, Figure 9 panels B). This 
reduction in vimentin expression for the 2 mg/ml particles concentration seemed less accentuated when 
osteoblasts were incubated in the presence of wear particles.  
 
Figure 7. LDH activity measured in the supernatants of 2D osteoblasts MC3T3-E1 cell cultures. Cells were 
exposed to different doses of wear and bulk particles (0, 0.5, 1 and 2 mg/ml) for 72 hours. 
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Figure 8. LDH activity measured in the supernatants of 3D osteoblasts MC3T3-E1 cell cultures. Cells were 
cultured on Cellceram scaffold (SC) and exposed to different doses of wear and bulk particles (0, 0.5, 1 and 2 
mg/ml) for 72 hours. Bar labeled as “Cel” corresponds to LDH activity of 2D osteoblasts cell cultures in the 
absence of particles. 
 
 
Figure 9. Vimentin expression in 2D osteoblasts MC3T3-E1 cell cultures exposed to metallic particles. 
Osteoblasts cultures were exposed for 72 hours to different doses of wear particles (top figures) and bulk 
particles (bottom figures): Panel A: 0 mg/ml; Panel B: 1 mg/ml and Panel C: 2 mg/ml. Cell nuclei in blue were 
stained with Hoechst reagent and vimentin appears in green (scale bar: 50 μm).  
 
4. Discussion  
Cobalt-chrome alloys (CoCr) are metallic materials commonly used for the MoM hip joints due to their 
substantially low corrosion and wear rates (Silva, Heisel, & Schmalzried, 2005; Yan, Neville, Dowson, & 
Williams, 2006; Yan, Neville, & Dowson, 2007). However, particles are still produced as a result of wear and 
corrosion and this may cause osteolysis and eventually failure of the prosthesis (Billi et al., 2009; Hosman et al., 
2010; Catelas et al., 2003). Following implantation, the responses that occur at the interface of a biomaterial and 
in the surrounding environment are important events in determining the biocompatibility of the implant. When a 
material is implanted into the bone, a sequence of events takes place including the formation of the bony callus 
followed by remodeling of this woven bone to lamellar bone (Goonoo et al., 2016). Our understanding of the 
cellular and tissue responses to biomaterials is still nowadays incomplete. Many factors contribute to the 
biological response of the tissues to implanted materials and vice-versa. The factors include the site of 
implantation, the length of contact in the body together with the effect of particles generated due to wear and 
corrosion processes (Tuan et al., 2008). One major goal is to precisely understand the interaction of wear 
particles with cells, especially with bone cells during the post-implantation healing period, which is necessary to 
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allow bone ingrowth for mechanical stabilization and long-term survivorship of the implant (Hallab & Jacobs, 
2009; Gallo et al., 2002).  
Osteoblasts response to particles obtained from a high carbon content CoCr alloy were here analyzed in 2D and 
3D cell culture models (Lee et al., 2009; Huh, Hamilton, & Ingber, 2011) using two types of particles, one with 
bulk particles obtained by nitrogen gas atomization, used here as control, and other with wear particles obtained 
from pin-on-disc corrosion wear test (Chan et al., 1996; Medley et al., 1996; Medley et al., 1997; Medley et al., 
1998; Chan et al., 1999). The 2D cell culture allows a closer view of the processes that take place at the 
biomaterial-cell interface (Fagali et al., 2015), a very important space between cells and material. The 3D cell 
culture is a model representative of the bone tissue architecture, able to mimic and replicate interactions between 
cell-cell and cell-extracellular matrix (Lee et al., 2009; Huh, Hamilton, & Ingber, 2011) therefore representing a 
suitable model to mimic the conditions that occurs in cells that come in contact with the prosthetic wear debris.  
Response to wear and bulk HCCoCr particles in the 2D cell culture osteoblasts-particles interface model showed 
differences in the respiratory response and in the LDH activity. Both particles samples produced an increase in 
the mitochondrial activity that can be interpreted as an oxidative stress response (Lozano et al., 2013). Wear 
particles produced an increase in the respiratory activity that seemed to be directly related to the concentration of 
particles to which osteoblasts were exposed, a dose-dependence that was no observed for bulk particles where 
the increase on respiratory activity seemed weakened. Osteoblasts LDH activity was also affected by both 
particles samples in a certain dose related way. An increase in the activity of this enzyme in presence of particles 
was observed indicating that both particles samples produced damage on the plasmatic membrane; although a 
slightly higher damage was induced by wear particles at the lowest concentration tested.  
The 3D cell cultures assays showed an attenuated effect of the particles on the osteoblasts mitochondrial 
respiratory activity compare to the 2D model. This result might be explained by the binding of some metallic 
particles and ions to these scaffolds as is reported that hydroxyapatite, the main component of the scaffold and 
bone, has significant high reactivity with metals (Gutowska, Machoy, & Machaliński, 2005). This reactivity 
could cause a diminishing concentration of metallic particles/ion in 3D culture model used that might explain the 
reduction observed in the mitochondrial respiratory activity in these assays. In any case, the data could indicate 
that bone hydroxyapatite could function as reservoir of particles generated by wear-corrosion processes. The 
effect of accumulation of wear-corrosion particles and ions should be considered in bone metabolism and in 
patient´s health. 
While LDH activity increased in the 3D osteoblasts cultures (Figure 8), a data that could be interpreted as a 
signal of a certain damage on the plasma membrane, the scaffold by itself did not seem to have a significant 
effect in the respiratory activity as no appreciable increase in this activity was detected (Figure 6), making this 
3D model suitable for the study of particles cell response in a cellular model with higher complexity than the 2D 
cell culture model.  
It should be point out that the observed differences in the osteoblasts response elicited by bulk and wear particles 
could be to dissimilarities in particles parameters such are: size distribution, shape and composition. Wear 
particles sample contained a 30.0 % of > 0.25 to 1 μm particles and a 28.0 % of >1 μm to 2.5 μm particles 
meanwhile bulk particles sample contained an 18.0 % of > 0.25 to 1 μm particles and 73.5% of >1 μm to 2.5 μm 
particles (Figure 2 and Table I). A higher proportion of small particles, with size of >0.25 to 1 μm, observed in 
wear sample together with differences in shape between samples particles (Figure 1) could also account for 
differences in cell response. Wear particles showed a snowflake shape with a higher specific area that can 
contribute to generate more damage to the cell membrane than the round shape particles observed in the bulk 
sample. It is also important to considerer the composition of both types of particles that could account for the 
different grade of biological response observed. In this sense, our data show in case of the bulk sample a 
composition characteristic of the massive material as contains 69% of Co, 29% of Cr and 6% of Mo, while the 
wear particles have a composition closer to that of the HCCoCr passive film. SEM/EDS analysis of the wear 
particles showed the following composition: 26% of Co, 22% of Cr and approximately 50% of oxygen. A 
significant decrease in the Co content (around 40 %) and a high increase in the oxygen content with respect to 
the bulk sample composition were observed, which indicate presumably the presence of chromium oxides 
particles. Results reported by Catelas et al. (2003) showed that CoCr wear particles from a metal-metal hip 
simulator produce particles that do not contain Co and can be the predominant in the wear of metal-metal hip 
implants. These authors indicate that the chromium oxide particles were produced mostly by wear of the 
passivation layer covering the implant surface. Doorn et al. (2003) in in vivo assays identified some chromium 
oxide particles and suggested that Co may have been dissolved in the tissue environment leaving Cr and O. 
Shahgaldi et al. (1995) interpreted the presence of particles with a reduction of proportion of Co to that of the 
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original alloy material as an indication of corrosion. Our results reveal that wear particles obtained from the 
wear-corrosion assays come mainly from the material alloy surface, as their composition is similar to the 
passivation layer present on the material surface. 
A major concern in patients with metallic prosthesis is the description in some cases of the appearance of 
pseudotumor masses in the close vicinity to the implanted material. It is known that over-expression of vimentin, 
a protein of the intermediate filament involved in cytoskeleton and cell migration, is involved in tumor processes 
and in inflammatory response. Our results showed an overexpression of vimentin in osteoblasts MC3T3-E1 cell 
line in 2D cell cultures. The extent of vimentin expression seemed to be dependent of the particles samples 
assayed, as wear particles induced a significant increase in vimentin expression that it was not observed for bulk 
particles. The overexpression of vimentin in presence of wear particle sample that contains higher proportion of 
particles with small size and with a particular irregular shape suggest that wear-corrosion products from an 
implanted prosthesis could be inductive to the formation of granulomatous pseudotumors. This pseudotumors 
have been described to be generally associated with abnormal high levels of wear (Kwon et al., 2010; Langton et 
al., 2011) in some patients with metal-on-metal hip prosthesis with a similar prevalence in patients with a 
well-functioning hip prosthesis and patients with a painful hip that suffer discomfort and develop the necessity to 
replace the prosthesis by dislocation problems (Kwon et al., 2010). There has been much concerning of reports 
of local adverse soft-tissue reactions or pseudotumors associated with MoM hip arthroplasty materials that have 
created a medical alert that justify the research on these materials and their products (Meier & Roberts, 2011; 
Meier, 2011). Basic studies focusing on investigating the mechanism by which pseudotumors and tumors are 
induced after THA ought to deserve more attention together with the application of processes on materials that 
prevent osteolysis thus down-regulate the overexpression of vimentin and the inflammatory response. 
5. Conclusions 
5.1 Osteoblasts cell response to bulk and wear particles reported here seemed to indicate that the deleterious 
effects of particles on osteoblasts could have also a relation with the presence of an oxidized layer rich in oxygen 
as observed in the chemical particles analysis.  
5.2 Cell-particles assays reported here strength the utility of the 2D cell model to study the response at 
cells-particles interface and the 3D cell model to more closely mimic in vivo conditions.  
5.3 Overexpression of vimentin in presence of wear particles suggests that wear-corrosion products from an 
implanted prosthesis could be inductive to the formation of granulomatous pseudotumors. 
Further efforts need to be done in order to apply surfaces treatments to minimize corrosion in combination with 
other treatments to make materials more resistant to wear and to increase material lubrication that is essential for 
the appropriate functioning of MoM devices (Liao et al., 2011; Merkle et al., 2010). All aspects in ameliorating 
material surface could have an effect of lowering the amount of wear particles at the implanted site with a clear 
benefit for patient health and with a clear and direct impact in the sustainability of the public sanitary system 
(Arcos et al., 2014). All the efforts make to understand what is producing these reactions and to improve the 
prosthetic materials are desirable in order to provide the community with more options that may include 
re-engineered MoM implants. 
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